After the silicon wafer was pre-cleaned and baked, it was allowed to cool to room temperature. A 15 μm layer of SU-8 was created by pouring 7 milliliters of SU-8 2010 on the wafer and spun at 1600 rpm for 30 s (Brewer Science). The wafer was then soft baked on a hot plate (Corning) for 1 min at 65°C and then for 3 min at 95°C. The wafer was cooled to room temperature and the SU-8 was exposed to 365-nm UV light at a dose of 140 mJ/cm 2 (OAI Series 200 aligner, San Jose, California) under the "migratory microchannel photomask". The wafer was then baked for 1 min at 65°C and then for 3 min at 95°C and cooled to room temperature. Then, a 50 μm layer of SU-8 was spun on top of the previous SU-8 layer by pouring 7 milliliters of SU-8 2025 on the existing SU-8 layer and spun at 1500 rpm for 30 s. The wafer was then soft baked again for 1 min at 65°C and then for 6 min at 95°C. The "gradient-generating channel photomask" was carefully aligned to the previously photopatterned migratory microchannels and exposed to UV light at a dose of 160 mJ/cm 2 . The wafer was baked again for 1 min at 65°C and then for 6 min at 95°C. The patterns were then developed using SU-8 Developer (Microchem, Boston, MA) and the wafers were hard baked for 30 min at 150°C. After slowly cooling to room temperature, the final wafer was coated with dimethyldichloromethylsilane (Sigma-Aldrich) using the vapor deposition method.
Supplementary Figures
Supplementary Figure 1 . SCAMPR Device Design and Fabrication. a) Cross section of the SCAMPR device. The dashed red line indicates the where the schematic of cross-section is take from on the device. b) Device fabrication. A 1.5 mm thick layer of polydimethylsiloxane (PDMS), with holes punched for cell seeding, is placed on top of a micropatterned polyacrylamide (PA) gel. The PDMS/PA device is then subjected to a brief vacuum treatment to "seal" the two layers together.
Supplementary Figure 2. Fluorescent Intensity Plots of the 10-hour FITC-Dextran Gradient in 3 separate SCAMPR Devices.(a)-(c)
Fluorescence intensity curves for each hour of the 10-hour FITC-Dextran gradient for one microchannel in a SCAMPR device for three different devices (Coefficient of variation for (a), (b) , and (c) are 9.40%, 20.0% and 2.98%, respectively).
Supplementary Figure 3. DN Rac1 cells are significantly slower than Empty Vector cells on a 2D glass substrate.
A dot plot of cell speed for Empty Vector and the DN Rac1 cell lines shows that the DN Rac1 cells are significantly slower than Empty Vector cells (*Welch's t-test, p<0.0001, t=10, df=41.76). Cells were plated on a fibronectin coated 2D glass substrate and motility was measured using time-lapse images acquired every 15 minutes over a 6-hour period. The centroid of each cell was tracked from one frame to another to yield instantaneous migration speeds, which were then averaged over the entire time course of the experiment to yield the migration speed of a cell. D'Agostino-Pearson omnibus normality test was used to determine normality of the two populations. Using the F test, variances in the two populations were determined to be significantly different (F-statistic=8.714, p<0.0001, degrees of freedom: (32,22) ). n=33 and 23 cells for Empty Vector and DN Rac1, respectively. Nestin 
